Serial No. 10/672,843 
Amendment Dated: October 17, 2005 
Reply to Office Action 

Amendments to the Claims : 

The listing of claims will replace all prior versions, and listings, of claims in the 
application: 

Listing of Claims : 

1 . (currently amended) A method of assaying pyrrole-containing biological compounds 
in a sample, the method comprising: 

i) contacting [[a]} the sample biological compound with on e of : 

a) — an Ehrlich's reagent covalently attached to a solid support optionally 
labell e d d e rivatizing ag e nt (bound to or able to bind with a solid 
support), wherein the Ehrlich's reagent d e rivatizing agent forms a 
reaction product with the biological compound, followed by exposure 
of the reaction product to a first antibody d e t e ctabl e mol e cul e which 
forms a complex with the reaction product; of 



b) an optionally lab e lled derivatizing agent not bound to a solid support, 

wherein th e d e rivatizing ag e nt forms a reaction product with th e 
biological compound, follow e d by exposure to a binding agent sp e cific 
to th e biological compound in the reaction product, said binding ag e nt 
b e ing bound to a solid support; or 

e) a binding agent bound to a solid support, said binding agent b e ing 

sp e cific to th e biological compound and forming a compl e x th e r e with, 
followed by e xposur e to an optionally labell e d, derivatizing ag e nt 
which forms a r e action product with the biological compound moi e ty 
of said complex, and 

ii) determining the amount of bound biological compound by detecting the 
complex, detectable molecul e , or by d e t e rmining th e amount of fr ee or bound 
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binding ag e nt or by m e asuring th e , amount of lab e l pr e s e nt; th e r e by assaying 
pyrrol e containing biological compounds. 

2. (currently amended) The method according to claim 1 , wherein the Ehrlich's reagent 
has the following formula comprising: 

(a) contacting th e biological compound with a d e rivatizing ag e nt of th e following 

structur e in the bound form: 




A-B 



wherein R 1 is an alkyl group, R 2 is an alkyl alkylene group, A is a linking 
group and B is a solid support , and wher e in th e contact induces formation of a 
reaction product, and wherein th e r e action product compris e s th e coval e nt 
attachm e nt of the biological compound to th e d e rivatizing ag e nt; 

(b) contacting th e r e action product with a d e t e ctabl e mol e cul e , wh e r e in th e 

contact induces sp e cific binding of th e d e t e ctabl e mol e cul e to th e r e action 
product to provid e a compl e x; 

(e) d e tecting the d e t e ctable mol e cul e ; th e reby assaying pyrrol e — containing 

biological compounds . 

3. (currently amended) The method according to claim 2, wherein R 1 is a straight-chain 
alkyl group containing 1 to 1 0 carbon atoms, and R 2 is a straight-chain alkyl alkylene 
group containing 1 to 10 carbon atoms. 

4. (currently amended) The method according to claim 2, wherein A is a h e t e roalkyl 
heteroalkylene group. 
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5. 
6. 

7. 
8. 

9. 



10. 

11. 

12. 



(currently amended) The method according to claim 1 [[3]], wherein the antibody 
d e t e ctable molecul e is a fest monoclonal antibody. 

(currently amended) The method according to claim 3 5 wherein R 1 is a straight-chain 
alkyl group containing 1 to 5 carbon atoms and R 2 is a straight chain alkyl alkylene 
group containing 1 to 5 carbon atoms. 

(currently amended) The method according to claim 4, wherein A is a h e teroalkyl 
heteroalkylene group comprising at least one nitrogen atom. 

(currently amended) The method according to claim 1 [[5]], wherein th e m e thod 
further comprises contacting the complex is detected with a second monoclonal 
antibody that sp e cifically binds to the first monoclonal antibody. 

(currently amended) The method according to claim 6, wherein the Ehrlich's reagent 
d e rivatizing ag e nt is of the following structure in bound form : 



(currently amended) The method according to claim 9, wherein A is a heteroalkyl 
h e teroalkyl heteroalkylene group containing at least one nitrogen atom , and wh e r e in 
the detectable molecule is a first monoclonal antibody . 

(cancelled) 

A method of assaying pyrrole-containing biological compounds in a sample, the 
method Th e m e thod according to claim 1 comprising: 
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a) contacting the sample biological compound with an a biotinylated Ehrlich' s 
reagent optionally labelled derivatizing ag e nt in solution to form a reaction 
product therewith, followed by exposure of the reaction product to a first 
antibody binding agent bound to a solid support wherein the first antibody 
binding ag e nt is sp e cific to th e biological compound in forms a complex with 
the reaction product; and 

b) determining the amount of bound biological compound by determining the 
complex amount of lab e ll e d dirivatizing ag e nt bound to the solid support; 
thereby assaying th e pyrrol e containing compound . 

13. (cancelled) 

14. The method according to claim 12 wherein the derivatizing ag e nt Ehrlich's reagent is 
labelled labeled with a radiolabel, fluorescent label or an enzyme label. 

15. (cancelled) The method according to claim 12 wherein the solution containing the 
reaction product is neutralized prior to contact with the binding agent. 

16. A method of assaying pyrrole-containing biological compounds in a sample, the 
method comprising The m e thod according to claim 1 : 

a) contacting the sample biological compound with a biotinylated Ehrlich's 
reagent d e rivatizing agent in solution to form a reaction product , wh e r e in th e 
derivatizing ag e nt compris e s a first partner of a strong binding pair ; 

b) contacting the reaction product with a solid support coated with strepavidin or 
avidin having a s e cond partner of the strong binding pair on its surfac e , to 
form a bound compl e x , wherein with the reaction product is bound to the solid 
support ; and 

c) contacting the bound complex with a d e t e ctabl e mol e cul e ; 

d) determining the amount of bound biological compound; thereby assaying the 

pyrrole-containing biological compound. 
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17. (cancelled) 

18. (currently amended) The method according to claim 16 wherein the det e ctabl e 
molecule is a monoclonal antibody sp e cific to th e biological compound and th e 
amount of bound biological compound is d e t e rmined by d e tecting the amount MAb 
bound to the solid support reaction product is further contacted with a first antibody 
that binds to the reaction product to form a complex, and the complex is determined 
by a second antibody that is labeled and binds to the first antibody. 

19. (currently amended) A m e thod as claim e d in The method of claim 16 , wherein the 
Ehrlich's reagent has comprising: a) contacting th e biological compound with a 
derivatizing ag e nt of the following structure^ in the bound form; 



wherein R 1 is an alkyl group, R 2 is an alkyl alkylene group,' R 4 is a h e t e roalkyl 
heteroalkylene group, X is biotinyl th e first lab e lling molecul e and acts as a first 
partn e r of a strong binding pair and Y is streptavidin or avidin attached to a solid 
support the second lab e lling molecule and acts as a s e cond partner of a strong binding 
pair on th e surface of a solid support, and wherein the contact induces formation of a 
r e action product, and wherein the reaction product compris e s th e covalent attachm e nt 
of the biological compound to th e derivatizing ag e nt; b) contacting th e reaction 
product with a d e tectabl e mol e cul e , wh e r e in th e contact induces sp e cific binding of 
th e d e t e ctabl e molecul e to th e r e action product to provide a compl e x; c) det e cting th e 
det e ctabl e mol e cule; th e r e by assaying pyrrol e containing biological compounds . 




o 



R 4 -X:Y 
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20. (currently amended) The method according to claim 19, wherein R 1 is a straight-chain 
alkyl group containing 1 to 1 0 carbon atoms, and R 2 is a straight-chain alkyl alkylene 
group containing 1 to 10 carbon atoms. 

21. (currently amended) The method according to claim 19, wherein R 4 is a straight-chain 
h e t e roalkyl heteroalkylene group containing 2 to 10 carbon atoms and at least 2 
heteroatoms. 



22. (previously presented) The method according to claim 19, wherein Y is a solid 
support having avidin on its surface. 

23. (currently amended) The method according to claim L8 49, wherein the d e tectabl e 
mol e cul e is a first antibody is a monoclonal antibody. 

24. (currently amended) The method according to claim 19, wherein R 1 is a straight-chain 
alkyl group containing 1 to 5 carbon atoms, and R 2 is a straight chain alkyl alkylene 
group containing 1 to 5 carbon atoms. 

25. (currently amended) The method according to claim 18, wherein the m e thod furth e r 
compris e s contacting th e complex with a second antibody is a monoclonal antibody 
that sp e cifically binds to th e first monoclonal antibody . 

26. (currently amended) The method according to claim 19 25, wherein the derivatizing 
agent, in bound form, is of the following structure: 
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1 9 

wherein R is a straight-chain alkyl group containing 1 to 5 carbon atoms, R is a 
straight-chain alkyl alkylene group containing 1 to 5 carbon atoms, R 4 is a straight- 
chain het e ro alkyl heteroalkylene group containing 2 to 1 0 carbon atoms and at least 2 
heteroatoms, and Y is a solid support having avidin or streptavidin on its surface. 

1 2 

(previously presented) The method according to claim 26, wherein R is ~CH 3 , R is - 
CH 2 CH 2 - and R 4 is -NH(CH 2 ) 5 NH- or -NH (CH 2 ) 2 SS (CH 2 ) 2 NHC (0)(CH 2 ) 5 NH-. 

(previously presented) The method according to claim 27, wherein R 4 is - 
NH(CH 2 ) 5 NH-. 

(new) The method of claim 12, wherein the Ehrlich's reagent has the following 
structure: 




R 4 -x 

wherein R 1 is an alkyl group, R 2 is an alkylene group, R 4 is a heteroalkylene group, 
and X is biotinyl. 

(new) The method according to claim 29, wherein R 1 is a straight-chain alkyl group 
containing 1 to 10 carbon atoms, and R 2 is a straight-chain alkylene group containing 
1 to 10 carbon atoms. 
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3L (new) The method according to claim 29, wherein R 4 is a straight-chain 
heteroalkylene group containing 2 to 10 carbon atoms and at least 2 heteroatoms. 

33. (new) The method according to claim 12, wherein the first antibody is a monoclonal 
antibody. 

34. (new) The method according to claim 29, wherein R 1 is a straight-chain alkyl group 
containing 1 to 5 carbon atoms, and R is a straight chain alkylene group containing 1 
to 5 carbon atoms. 

35. (new) The method according to claim 12, wherein the second antibody is a 
monoclonal antibody. 

36. (new) The method according to claim 29, wherein the derivatizing agent, is of the 
following structure: 




1 2 

wherein R is a straight-chain alkyl group containing 1 to 5 carbon atoms, R is a 
straight-chain alkylene group containing 1 to 5 carbon atoms, and R 4 is a straight- 
chain heteroalkylene group containing 2 to 10 carbon atoms and at least 2 
heteroatoms, and Y is a solid support having avidin or streptavidin on its surface. 

37. (new) The method according to claim 36, wherein R 1 is -CH3, R 2 is -CH 2 CH 2 -- and 
R 4 is -NH(CH 2 ) 5 NH- or -NH (CH 2 ) 2 SS (CH 2 ) 2 NHC (0)(CH 2 ) 5 NH-. 
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38. (new) The method according to claim 37, wherein R 4 is -NH(CH 2 )5NH-. 
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